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FIG. 1A 



pi = 4.7-5 

MW = 52.5-54.9 kDa MCF-7/AR 




FIG. 1B 
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FIG. 3B 
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FIG. 4C 
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FIG. 4D 
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FIG. 5A 
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FIG. 5B 
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HRP-Streptavidin 



FIG. 5D 
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Procedure for immunofluorescence (non-permeabilized cells) 
I 



2.5X1 0 4 cells 0/N in chamber slide in complete media 



Block 30 min at RT with lOOjal a-MEM/3%BSA/0.1%NaN a 



Incubate with 1st antibody in 100ul a-MEM/3% BSA/0.1%NaN 3 for1H at RT 



I 



Wash 6X with 200ul a-MEM/3% BSA. 



I 



Add 100ul of anti-mouse HRP (1 :100) in a-MEM/3% BSA) for 30 min at RT 



T 



Wash 4X with 200ul a-MEM/3% BSA. 



Wash 4X with 200uJ a-MEM/3% BSA. 



I 



Add 50ul streptavidin-FITC for 20min RT 



I 



Wash 4X with 200pJ a-MEM/3% BSA. 



T 



Add 100ul (0.3ug) EMA in a-MEM, incubate 10 min. on ice under light 



Wash 4X with 200ul a-MEM 



I 



Add 100ul of 4% paraformaldehyde in PBS for 20min at RT 



Wash 4X with 200ul a-MEM 



T 



Add 50ul Tyramide 1:100 in Ampl. Buffer 0.0015% H 2 Q 2 for 10 min at RT | 



Remove wells and glue from slide add -200 ul of mix A+B of Prolong Antifade cover with a 
large cover slide (22X74mm), let dry O/N in dark at RT°C, seal with clear nail polish. 



OBSERVE UNDER FLUORESCENT MICROSCOPE 



Amplification kit used: 
TSA kit #2 with 
HRP-goat anti-mouse 
IgG and Alexa fluor 488 
tyramide from molecular 
probes T-20192 



FIG. 13A 
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Procedure for immunofluorescence (permeabilized cells) 



2.5X1 0 4 cells 0/N in chamber slide in complete media 



Permeabilize with 100ul ice cold methanol (-20 °C) for 10 min on ice 

I 

Wash 3X with 200jjI a-MEM/3% BSA, 



Block with 100ul a-MEM/3% BSA/0,1%NaN 3 for 30 min. at 37°C 



Add 1st antibody in 100ul a-MEM/3%BSA/0.1%NaN 3 for 1h. at 37°C 



Wash 3X with 200ul a-MEM/3% BSA. 
Add 100jil anti-XFITC (1 :50) in a-MEM/3%BSA for 30min at RT°C 



Wash 3X with 2QQ\x\ a-MEM/3% BSA. 



add 100|il (0.25|ig) EMA in a-MEM, incubate 10 min. on ice under light 



Wash 3X with 200ul a-MEM 



Add 100ul of 4% paraformaldehyde in PBS for 20min at RT 



Wash 4X with 200ul a-MEM | 

i 

Remove wells and glue from slide add -200 ul of mix A+B of Prolong Antifade cover with a 
large cover slide (22X74mm), let dry O/N in dark at RT°C, seal with clear nail polish. 



OBSERVE UNDER FLUORESCENT MICROSCOPE 

FIG. 13B 
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